Abstract: Notoginseng is a classical traditional Chinese medical herb, which is of high economic and medical value. Notoginseng powder (NP) could be easily adulterated with Sophora flavescens powder (SFP) or corn flour (CF), because of their similar tastes and appearances and much lower cost for these adulterants. The objective of this study is to quantify the NP content in adulterated NP by using a rapid and non-destructive visible and near infrared (Vis-NIR) spectroscopy method. Three wavelength ranges of visible spectra, short-wave near infrared spectra (SNIR) and long-wave near infrared spectra (LNIR) were separately used to establish the model based on two calibration methods of partial least square regression (PLSR) and least-squares support vector machines (LS-SVM), respectively. Competitive adaptive reweighted sampling (CARS) was conducted to identify the most important wavelengths/variables that had the greatest influence on the adulterant quantification throughout the whole wavelength range. The CARS-PLSR models based on LNIR were determined as the best models for the quantification of NP adulterated with SFP, CF, and their mixtures, in which the r P values were 0.940, 0.939, and 0.867 for the three models respectively. The research demonstrated the potential of the Vis-NIR
Introduction
Notoginseng the root of Panax notoginseng (also known as Panax pseudoginseng, or sanchi in Chinese), is a highly valued traditional Chinese medical plant because of its hemostatic and cardiovascular functions [1] . Notoginseng contains saponins (commonly referred to ginsenosides and notoginsenosides), essential oils, amino acids, polysaccharides, and flavonoids [2] , and has been found to have pharmacological antioxidative, anti-inflammatory, anti-coagulation, neuroprotective, anti-fibrotic, anti-diabetic, anti-cancer, proangiogenic, cardiovascular and cerebrovascular ischemia protective functions, as well as anti-atherogenic effects [3] .
Authentication of food and ingredients is of crucial concern to both consumers and food processors in public-health and economic terms. The purity of food ingredients is easily subject to abuse by suppliers [4, 5] . Numerous food products are susceptible to being deliberately adulterated, especially when there are other low-cost products that have similar appearances and physical characteristics with the corresponding food products. Notoginseng is one such food product that is easily subject to tampering. Some businessmen deliberately adulterate notoginseng powder (NP) with Sophora flavescens powder (SFP) or corn flour (CF) into because of their much lower prices. Because SFP and CF have similar appearances and physical characteristics as NP, it is almost impossible for consumers to identify the purity of NP only by relying on naked eyes. At present, for most consumers, identification of NP mainly relies on the examiner"s subjective senses [6] .
Visible and near infrared (Vis-NIR) spectroscopy has been successfully proved as an efficient and advanced tool for rapid and nondestructive determination of food quality [7, 8] . According to spectral ranges, Vis-NIR spectroscopy is generally divided into the visible spectrum (400-700 nm), short-wave NIR spectra (SNIR, 700-1,100 nm) and long-wave NIR spectra (LNIR, 1,100-2,500 nm). The visible spectrum is the portion of the electromagnetic spectrum that is visible to the human eye. It mainly records the color information of samples. NIR spectroscopy technique records the spectral bands that mainly correspond to C-H, O-H, and N-H vibrations, which are overtone and combination bands. Vis-NIR spectroscopy with fiber optic diffuse reflectance probe can be executed with little sample preparation and can be remotely controlled which makes the whole operation more convenient [9] . Vis-NIR spectroscopy has advantages over some of the conventional techniques of food analysis, e.g., it is rapid, timely and less expensive, hence is more efficient when a large number of samples are involved and many analyses are required. Moreover, Vis-NIR spectroscopy does not require expensive and time-consuming sample pre-processing or the use of chemical extractants. It is perhaps for these reasons that Vis-NIR spectroscopy could be considered as a possible alternative to enhance or replace conventional laboratory methods for the detection of NP adulterants. Recently, Vis-NIR spectroscopy is an emerging analytical technique to measure the internal qualities of powders [10] [11] [12] [13] . Specifically in the analysis of the adulterant identification of powders,Wu, et al. [14] applied Vis-NIR spectroscopy for the rapid and noninvasive quantification of two common adulterants (flour and mungbean powder) in Spirulina powder. Borin, et al. [15] quantified common adulterants in powdered milk by NIR spectroscopy. Shi, et al. [16] applied NIR spectroscopy to characterize powder blending, testing a ternary powder mixture composed of lactose, avicel, and fine and coarse acetaminophen powder. However, to the best of our knowledge, no such research endeavors for the quantification of NP with adulterants using Vis-NIR spectroscopy technique have been reported yet.
Given the limited effort on the investigation of rapid techniques for determination NP with adulterants, the major objective of this study was to identify the feasibility of using Vis-NIR spectroscopic technique to rapidly and non-invasively quantify NP with adulterants. The specific aims of this paper were to: (i) quantify NP with adulterants using visible spectra (360-700 nm), SNIR spectra (700-1,040 nm) and LNIR spectra (937-2,500 nm) based on treatments with a single SFP adulterant, single CF adulterant, and the mixture of both adulterants; (ii) evaluate the adoption of partial least squares regression (PLSR) and least-squares support vector machines (LS-SVM) methods to accomplish the adulterant analysis; and (iii) select which spectral wavelengths may be best suited for the adulterant quantification.
Materials and Methods

Sample Preparation
Pure NP used in this study was obtained from Tongrentang Chinese Medicine (Beijing, China). The SFP used in this study was produced by Haozhou Daozhuang Co. Ltd., Haozhou, China. The CF used in this study was produced by Chengdu Hongsheng Co. Ltd., Chendu, China. Three NP sets were prepared: (1) a set of five NP treatments with SFP as a single adulterant; (2) a set of five NP treatments with CF as a single adulterant; and (3) a set of nine NP treatments with both SFP and CF as adulterants. The SFP constituents in the first NP treatment set were 0%, 5%, 10%, 15%, and 20% by mass (Design A in Table 1 ). Similarly, the CF constituents in the second NP treatment set were 0%, 5%, 10%, 15%, and 20% by mass (Design B in Table 1 ). Meanwhile, in the third NP treatment set, there were 5% and 5%, 5% and 10%, 5% and 15%, 10% and 5%, 10% and 10%, 10% and 15%, 15% and 5%, 15% and 10%, and 15% and 15% in percentages by mass for SFP and CF constituents, respectively (Design C in Table 1 ). Each treatment in any set had 20 samples, resulting in 100 samples in the treatment A and B sets, respectively, and 180 samples in treatment C set. All samples were prepared using an electronic balance. The mixing process was carried out using a mortar. 
Spectral Measurement
A USB4000 Miniature Fiber Optic Spectrometer (The Ocean Optics, Inc., Dunedin, FL USA) was used to measure Vis-SNIR reflectance spectra of samples in the 350-1050 nm region. A NIR256-2.5 Spectrometer (The Ocean Optics, Inc) was used to measure LNIR reflectance spectra of samples in the range of 900-2,550 nm. Each sample had powders in a uniform container (1 cm in height, 1 cm in diameter). The surface of the sample was smoothed. A fiber-optic probe was placed at a distance of 10 mm and 90° angle away from the surface of the sample. The spectrum of each sample was the average of 10 successive scans. To improve the signal to noise ratio, spectra at some wavelengths were not considered. As a result, the spectra of wavelengths (360-700 nm) measured by USB4000 were used as the visible spectra (VIS), the spectra of wavelengths (700-1,040 nm) measured by USB4000 were used as the short-wave near infrared spectra (SNIR) and the spectra of wavelengths (937-2,500 nm) measured by NIR256-2.5 were used as the long-wave near infrared spectra (LNIR).
Model Calibration
In the model calibration, PLSR and LS-SVM were applied, respectively, to establish calibration models according to the spectral information of samples in the calibration set with their reference NP concentrations. After the model was established, the prediction set was then analyzed in order to estimate the actual predictive capability of the established models, to minimize the concrete risk of overfitting and to avoid chance correlations. The prediction set was independent of the calibration set and was applied only after the model was established. In this work, from the 20 samples in each treatment, 15 samples were used for calibration or model establishment, while the remaining five samples were used for prediction.
PLSR analysis proposed by Gerlach, et al. [17] is widely used for calibration in current spectral analyses methods. Known as a bilinear factor method, PLSR attempts to find multidimensional direction in the spectral matrix (X) that explains the maximum multidimensional variance direction in the column vector (Y) [18] . Both the spectra (response variables) and concentration (dependent variables) matrixes are decomposed simultaneously in the PLSR calculation. After the calculation, a set of orthogonal factors (latent variables, LVs) is projected. The first few LVs that are most related to predict dependent variables are then used for the model calibration. The calculation of PLSR was carried out using Unscrambler V9.7" (CAMO PROCESS AS, Oslo, Norway).
LS-SVM is an least squares version of support vector machines (SVM) proposed by Suykens and Vandewalle [19] . It applies least squares error in the training error function [20] . LS-SVM finds the solution by solving a set of linear equations instead of a convex quadratic programming (QP) problem for classical SVM. Radial basis function (RBF) kernel was used as the kernel function of LS-SVM, as it is a nonlinear function and a more compact supported kernel [21] . A grid-search technique with leave one out cross-validation was used in the LS-SVM calibration process to determine the optimal parameter values of LS-SVM model, namely the regularization parameter γ and the RBF kernel function parameter σ2. For each combination of γ and σ2 parameters, the root mean square error of cross-validation (RMSECV) was calculated. The optimum parameters were selected when they produced the smallest RMSECV. The details of LS-SVM description was shown in the literature [22] . In this study, LS-SVM was executed using Matlab 2011a software (The Mathworks, Inc., Natick, MA, USA). The LS-SVM toolbox (LS-SVM v 1.5, Suykens, Leuven, Belgium) was applied in MATLAB to derive all of the LS-SVM models.
Variable Elimination Using Competitive Adaptive Reweighted Sampling (CARS)
Vis-NIR spectral data have a high degree of dimensionality with collinearity and redundancy among contiguous variables (wavelengths). Much of the same information is contained in the congruent wavelengths that are related to the similar constituents [23] . On the other hand, redundant information is included in those wavelength variables that are correlated with their neighboring variables. Moreover, some variables may contain irrelevant information or noise rather than pertinent information to quality attributes of samples. Eliminating those collinear and redundant variables from the full-spectrum has shown positive improvements on the prediction accuracy in many cases [24] [25] [26] [27] . In this study, CARS was used to select the most important variables that had less redundancy and contributed most in the quantification of adulterated NP. CARS algorithm was proposed by Li, et al. [28] to select an optimal combination of the variables from the full range variables coupled with PLSR. The selection is based on the absolute coefficients of variables in the PLSR model, which are set as an index for evaluating the importance of each variable. The variables with large absolute coefficients have more chance to be selected in the CARS calculation. In general, there are four successive steps in each CARS sampling run, namely Monte Carlo model sampling, enforced wavelength reduction by exponentially decreasing function (EDF), competitive wavelength reduction by adaptive reweighted sampling (ARS) and RMSECV calculation for each subset. Monte Carlo (MC) sampling runs aim to select the variables that are of high adaptability regardless of the variation of training samples. EDF is used to eliminate the variables with relatively small absolute regression coefficients. ARS is carried out to further select variables utilizing the principle of "survival of the fittest" that is the basis of Darwin"s Evolution Theory [29] . At last, the optimal variable set is determined according to the RMSECV. In this work, the processes of CARS selection were performed with the aid of Matlab 2011a software. The model establishment using the full range spectra (328 variables for visible spectra, 378 variables for SNIR, and 241 variables for LNIR) was called Method I; while using only the important wavelengths selected by CARS was called Method II throughout this paper.
Model Evaluation Standard
The predictive abilities of the models were evaluated according to some statistics, such as correlation coefficient of calibration (r C ), root mean square error of calibration (RMSEC) and coefficient of determination of calibration (R 2 C ) for the calibration process, and correlation coefficient of prediction (r P ), root mean square error of prediction (RMSEP), residual predictive deviation (RPD), and coefficient of determination of prediction (R 2 P ) for the prediction process. The standard for evaluating the performance of a model is that a good model should have high correlation coefficients (r C and r P ), high coefficient of determination (R 2 C and R 2 P ), and the low root mean square errors (RMSEC and RMSEP) as well as a small difference between RMSEC and RMSEP. Figure 1 shows the spectra of samples from Designs A and B in Vis-NIR regions. In the visible region, there were absorption peaks for all the curves around 450 nm, and the spectra at other bands were generally reflected. This was the reason why the pure NP and adulterated NP had a grey colour. In the SNIR region, a weak absorbance was found around 980 nm that was assigned to the O-H stretching second overtone of water, which was explainable as there was little water in the NP. The absorbance at 1,225 nm was assigned to the second overtone of C-H stretching. The absorbance at 1,450 nm was assigned to the first overtone of O-H stretching. The absorbance at 2,140 nm was assigned to the combination overtone of C-H and C=C stretching. The absorbance at 2,380 nm was assigned to the second overtone of O=C deformation. The absorbance at 2,488 nm was assigned to the combination overtone of C-H and C-C stretching of starch [30, 31] . Generally speaking, the spectral profiles of samples from Designs A and B had similar trends and appearances, respectively. In the visible region, that was mainly because the colors of SFP and CF were very close to that of NP. In the near-infrared region, it was also difficult to observe the differences between the pure samples and the adulterated samples. There were three main reasons for this: firstly, in the adulterated samples, the contents of SFP and CF in the samples were relatively low. Secondly, these three kinds of powders (NP, SFP, and CF) are all organic matters and have similar chemical bonds, resulting in similar spectral profiles. Thirdly, the near-infrared spectra are overtone and combination bands of the mid-infrared spectra. There were many wide absorption bands with overlaps, weak absorption and low sensitivity for the pure and adulterated NP samples. There was no feature peak directly related to the adulterants in the reflectance spectral profiles or the second derivative spectra (data are not shown). When more samples were considered, the spectral profiles of the tested samples showed various magnitudes. Therefore, the adulteration couldn"t be directly discriminated from the spectra only by naked eyes. It was still difficult to find relationships between spectra and the content of NP directly. Instead, chemometrics were employed for the data mining and analysis. Because most spectral preprocessing algorithms are conducted based on the full range spectra and it is difficult to obtain the preprocessed spectra at only several optimal wavelengths by using wavelength dispersion devices, no preprocessing treatments were applied to the spectral data during the selection of optimal wavelengths and the development of the calibration model in this study. 
Results and Discussion
Spectral Analysis
Quantitation of Adulterated NP Based on Full Range Spectra
Establishment of regression models for the quantification of NP adulterated by SFP (Design A) CF (Design B), and the mixture of two adulterants (Design C) was executed using LS-SVM algorithm based on the data of visible, SNIR, and LNIR spectra, respectively (Table 2 ). When visible spectra were used for the model establishment, the LS-SVM model had good prediction for Design A. The statistical result expressed as r C between the samples" full range spectra and their NP concentrations was 0.971 with a RMSEC of 1.693%. In addition, the model had a r P of 0.932 and a RMSEP of 2.778%. When Design B was analyzed, the LS-SVM of visible spectra had a reasonable result with a r C of 0.950 and a RMSEC of 2.269 in calibration, and a r P of 0.845, and a RMSEP of 3.809% in prediction. Meanwhile, the performance of the LS-SVM model based on visible spectra was not satisfactory for Design C, where r P was only 0.688 and RMSEP was over 4%. When SNIR was used for the model establishment, the LS-SVM model had good results for both Designs A and B. In general, the SNIR had similar prediction result to the visible spectra for Design A, but had better result for Design B, where the RMSEP decreased by 53.7% to 2.029%. However, the SNIR also failed for Design C. Its LS-SVM model had the RMSEP of 3.830 with r P of 0.786. When LNIR was applied, similar results were obtained for Designs A and B, compared with the visible and SNIR spectra. On the other hand, the LNIR offered a good prediction for Design C, in which the r C was 0.892, the r P was 0.898, and the RMSEP was less than 2%. PLSR was also considered for the model calibration. In most cases, LS-SVM obtained better results than PLSR, except the case that LNIR was used for Design B. In general, the analysis of Designs A and B could be successfully achieved by using visible or SNIR spectra, which were both acquired using the USB4000 Miniature Fiber Optic Spectrometer. However, due to the limited information on hydrogen containing bonds, such as O-H, C-H, and N-H provided by visible and SNIR spectra, it was difficult to use the spectra from 360 nm to 1,040 nm to do the quantification of NP adulterated by the mixture of two adulterants. Because more information relevant to the hydrogen-containing bonds is contained in the LNIR, it showed its extraordinary capability of prediction compared to the visible and SNIR spectra for Design C. In addition, by analyzing the absolute differences between RMSECV and RMSEP, which was a standard to evaluate the robustness of established models, it was found that only the LS-SVM model established based on SNIR for Design C was overfitted, where the difference was over 3%. Other models had their differences less than 2%, showing that the most LS-SVM models (Method I) for the quantification of adulterated NP were not overfitted and had a good robust feature. Table 2 . Results of regression models for the quantification of Notoginseng powder (NP) adulterated by sophora flavescens powder (SFP), corn flour (CF), and the mixture of two adulterants using least-squares support vector machines (LS-SVM) algorithm based on the data of visible spectra, short-wave near infrared spectra (SNIR), and long-wave near infrared spectra (LNIR), respectively. 
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Identification of Effective Wavelengths Using CARS
CARS was carried out to select the effective variables by using the simple but effective principle "survival of the fittest" on which Darwin"s Evolution Theory is based. The CARS calculation was executed based on the visible spectra, SNIR, and LNIR, respectively. As an example, the variation trends of some key parameters in CARS along with the increment of sampling runs based on the analysis of the LNIR spectra of samples in the calibration set for Design B are shown in Figure 2 , in which there are three sub-figures included. Figure 2a shows the variation trend of the number of sampled variables during the calculation. After a stepwise selection of CARS, only effective variables were kept while other insignificant variables were removed efficiently. Figure 2b shows the tendency of 5-fold RMSECV values along with the increase in the number of sampling runs. Despite that there was no much change of RMSECV before the 45th run, the variable number dramatically decreased during the calculation. The RMSECV reached the smallest value of 2.268%, when the run times reached 42, which was denoted by an asterisk line. Only four variables remained at this step. After that, the RMSECV increased abruptly in two phases due to the removing of two informative variables, proving that these two variables were important to the model calibration. The model"s prediction ability would be reduced dramatically without considering these variables. One of the variables is indicated by P1 in Figure 2c . When it was eliminated as its coefficient dropped to zero, the RMSECV rose up as indicated by dot line L1. Another case is that the coefficient of another variable denoted by P2 dropped to zero, resulting in the sharp rising of RMSECV value denoted by dot line L2. The principle of CARS calculation could be understood more visualized by analyzing the regression coefficient path of each variable (Figure 2c) . Each variable had its own regression coefficient path during the CARS calculation. When they were removed by CARS, their coefficients dropped to zero, which is somewhat like the incompetence species are exterminated. The remained variables with large coefficients would get more probability to survive, just like the "survival of the fittest" in Darwin"s Evolution Theory. After the CARS calculation, an optimal combination of some competent wavelengths was retained with uninformative variables eliminated. As a result of the CARS calculation, there were eight, three, and six variables selected as the effective variables for visible spectra, SNIR, and LNIR respectively in Design A, eleven, six, and four variables in Design B, and four, four, and eight variables in Design C. The specific effective variables selected by CARS for visible spectra, SNIR, and LNIR for the quantification of NP adulterated by SFP, CF and the mixture of two adulterants are shown in Table 3 . Table 3 . Selected effective variables by competitive adaptive reweighted sampling (CARS) for visible spectra, short-wave near infrared spectra (SNIR), and long-wave near infrared spectra (LNIR) for the quantification of notoginseng powder (NP) adulterated by Sophora flavescens powder (SFP), corn flour (CF) and the mixture of two adulterants, respectively. 
Quantitation of Adulterated NP Using Selected Wavelengths
As a consequence of the variable selection, new reduced spectral matrix was generated by selecting the spectral data only at the effective variables that contained the most relevant spectral information of adulteration detection. The new matrix was then used to replace the full range spectra for building new quantification models. In order to choose the optimal calibration method for the adulteration quantification, the performances of two calibration algorithms of PLSR and LS-SVM were compared based on the selected variables. Table 4 shows the results of regression models for the quantification of NP adulterated by SFP, CF and the mixture of two adulterants based on the selected wavelengths. When visible spectra were used for the model calibration, good predictions were obtained by the CARS-LS-SVM models for Designs A and B with an average r P of 0.921 and an average RMSEP of 2.868%. The CARS-PLSR model obtained a similar result to the CARS-LS-SVM model for Design A, but its prediction for Design B was not as good as for Design A. Both CARS-LS-SVM and CARS-PLSR models failed for Design C, in which their RMSEP were larger than 4%. In general, the results of variable selection were acceptable for visible spectra. After most variables eliminated, the performances of the CARS-LS-SVM models maintained the same levels of the corresponding LS-SVM models (Method I). Table 4 . Results of regression models for the quantification of notoginseng powder (NP) adulterated by Sophora flavescens powder (SFP), corn flour (CF), and the mixture of two adulterants using partial least squares regression (PLSR) and least-squares support vector machines (LS-SVM) algorithm based on the spectra at the competitive adaptive reweighted sampling (CARS) selected wavelengths of visible spectra, short-wave near infrared spectra (SNIR), and long-wave near infrared spectra (LNIR), respectively. When SNIR spectra were considered, the CARS-LS-SVM models did good prediction for Designs A and B with an average r P of 0.942 and an average RMSEP of 2.372%, which were similar to the corresponding LS-SVM models (Method I). On the other hand, the quantification of adulterated NP in Design C was still not successful with the RMSEP over 4%, when the CARS-LS-SVM model was established based on SNIR. Moreover, the CARS-LS-SVM model was still overfitted with the absolute differences between RMSECV and RMSEP over 2%. However, it was noticed that the difference of the LS-SVM model after variable selection (Method II) was much reduced from 3.275% to 2.130%, compared with the LS-SVM model (Method I). CARS-PLSR models were also established based on SNIR. However, their performances were worse than the corresponding CARS-LS-SVM models for all three designs. Especially for Design B, the RMSEP of the CARS-PLSR model was over twice as much as that of the CARS-LS-SVM model. By comparing the results of LS-SVM models (Method I) and the CARS-LS-SVM models for SNIR, it was found that the variable selection could remain the performances for Designs A and B, but was not very successful for Design C, where the RPD value
The results show that the all three ranges could do the NP quantification efficiently when one adulterant of SFP (Design A) or CF (Design B) was added into NP. On the other hand, when both SFP and CF were added into NP (Design C), only the LNIR spectra, which contained more spectral information on hydrogen containing bonds, obtained a good prediction on NP concentration, while the visible and SNIR spectra failed in this case. By means of CARS algorithm, a few important spectral variables were selected from the full range spectra, so that the high dimensionality with redundancy and collinearity among the Vis-NIR spectra was reduced. Moreover, there was a general lowering of the difference between RMSEP and RMSEC for CARS models, showing that they were more robust than those models established using the full range spectra. Considering both the model"s accuracy and the convenience of the model establishment, the best quantitative models for Designs A, B, C were all determined as the CARS-PLSR models with LNIR. In view of the adulterant detection of NP, the results of this study verified the substantial propensity of the Vis-NIR spectroscopic technology to be an excellent alternative to the time-consuming and laborious processes.
